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[W#3i 1 1 _ 

^ is * tr it dn&mm t tz it jaw f*3 &«r ie« ©**2rtto 

(2) PCLPl»14«BJ!&***L3iJfiL»#Bfl&* fcttJfiL^rt&Wffiffllll&^W*^"* 1 ®- * 5 * u ' 

(3) (2)^Stl^^3tifiL^l^^^ {± ^^^^^* 0JR "^' 5:i: ® 

popii^i4»^\ m&m*m&mmtt*vcM5m&nmfc'?*>*to*&3 est© 

5 ] 

PCLP1|S§14$B»\ CD34»tfeWIfin?**l»* ] fi5 Kfi*W^fto 
8 ] 

itHH^JMBlfe * HI Uir h IS * * tr 8 £ bB*o*«o 

[If aR-R 1 5 ] 
16] 

H^lm»K:(c)IBIKiWfla*'&OW*3ll 5 KB*©** ho 

JE*SttK(d)»3WI««WaW, CD45, *J:I«a)34*6ft*»*«»«R*tL*^4 
rsg^^ 1 8 1 
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[If Ml 9] 

■rat* i Ktm<v^m~ «t o t# h tL/titJfli#«*^i" * xfts-g-tf . 

[ff;jt^2 0] ^ . A ^ 

[»** 2 1 1 

(1) ffl!#* l J:oT#^^Jlii«rt&tttlBJWIft*«Wfcirfc £ *> 

[If 2 2] 
[»** 2 3 ] 

IWM2 4] ^ 

(2) Mff -r zitrn*^-?* w&mbu * s^-r & xis 

j§H^-jU 2 5] 

■rati 2 4 t,ztm<vi5mz£^xM]Rzn?zmnz^®j&frt imt^, jiiL«r&<0 

2 6] 

[If** 2 7] 
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2 0 0 3 -4 0 6 5 2 7 ^-P : 1/ 

*S&Kti\ jiJfiL»jWJ&*4v^ijflL*rt&«flBWll&o^«lfc, ^cWfflCHTi* 

IfAorta-Gonad-Mesonephros) -C*#ffljtJllL»JWIfi*«»JKS^*o - ©fc#fi«JMMIIIlft 
J±lfrjtt'M£ s fT U iifiW, 'J jfii/jN:B[^<D#tft*JliL&4:£&1"&o v 

u £5fc«jfiL*m*±#«t^«fri-*° jfe^i2a^e>24jaoM»wffFi«-eoi& 

^ 

^iifiLWrt&M^*®^^^*^^" 7 ^^^'^ 9 ^ H>$ftfiE*9!e>:frfcU -^?*AG 
J: 5 ^ ^ V * ^ 9 ^ h «D Jit* • ft * *i ^ - \z£v"Cftbti&^ 

j: v t m.tmm*>mm**4mm'r*> - * fc« * & ft & i*agm« <t 0 # 

WA7>vt^7^ hffcMSliCfc LTPCLP1 (podocalyxin-like protein D&rajfebfc ( 

W0 01/34797) o 
[0 0 0 4] 

■C* £ o PCtPlttN*Ji©IM&^***"IMM9 fc«MM*« * - ^ * & > -> 7 n A f- > 

77 5V-tLT^i$*L, -e-0#F^t-{iCD34, CD164. CD162, CD43. Endoglycan^Ojt 
JfiL«fflH&.«> L < HitJ(lL«MN5t»(JflLtf * 4 L-Cv^o PCLP1»±BE 

fc: KJ . Biol . Chem. 272 : 15708-15714 (1997) ) 
t * * (Immuni ty. 1999 : 11 : 567-578) 

1> (Accession number : AB020726) 
V (J. Biol. Chem. 270:29439-29446(1995) ) 
-7 h V (J. Cell. Biol. 138:1395-1407(1997)) 
[0 0 0 5] 

shaw.D.B.et al. (1997)J. Biol. Chem. 272. 15708-15714; Kershaw, D.B.et al. (1995)J.Biol. 
Chem. 270, 29439-29446) o- PCLPl^fcfctt&fflHfc 7 5 ^ ^a^fi. «Bttrt«*Ott«K 
^{iS$^Tv^ 0 ^7h'J fci3*t&PCLPl* ^ *> * fc*JflLtlfK*HJft t 

j&te**»<£ S *vc 9, 7»;f, ^^^^ t hC^v>tWW»** 

£ $ ttT v^ft £ t * <b SF£ lc33V*T H»<&««tei3 i raid o a 

[0 0 0 6] 

[IMSIWOR 1 ] J.Biol. Chem. 272:15708-15714(1997) 
[*#ffj\*:iSfc 2 ] Immunity. 1999 : 11: 567-578 
[#M#fl\fc$ifc 3 ] GenBank Accession number :AB020726 
[#4MW&R4 ] J.Biol. Chem. 270:29439-29446(1995) 
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BMMttORS] J. Cell. Biol. 138:1395-1407(1997) 

[## ^ m6 ] Kershaw, D.B.et al. (1997) J. Biol. Chem. 272, 15708-15714 

7] Kershaw, D. B. et al. (1995) J. Biol. Chem. 270,29439-29446 
mWXffl. 1 1 WO 01/34797 

£ * v> it A1tBML«>«« * *•* * «^ k 5Mfc-T * - k * «U « * * 

fc**LTV** (W0 01/34797) . AQfffi«a. E^Ml«^4»Wo 

(1) 1@#<7?7tlfiLM^^PCLPl^«^^-t-^X^. ..^-e^,™ te hy , 

(2) pclpi ismm * lt£i6l$£« * tt jm i*i &m ie&b J& * * is, *» ^ 

C2) POJlUtt*!*^ c-Kit»ttOlBft-e*9^ «JflL*MBlfi«ria«tt«XS«r*tr Cl 
[4] POPISH***!**, **^fi*!BtWIM*^CM5l>^0«IJft-t»** [3 3 



C53 jtKHja»3&*#fil't?*>* CD C|B«©^»« 

[6] fcjWfflfl&fcBiK^axefc^tf C5) KbBIRw^o 

[7] PCIP1|5§1$M^ CD34Htyffifl&-C£3 C53 fcaBfc<&#&o 

C9] jflL«rtjfefre«Bii&*iajRi-*xe j s:#t? cs] iz&moumo 

Cl 0] ajflL»«BJS*laIJR-r*XS*^tr [8] ksSmo^o 

Ci D 18(2)^ POPllW^»*MK!»lfik***-r4Xfi'T?** CD U#3«©# 

C°l 2) *>3***>M(0SMK SUfcttWt^jWfi^H^ChPGF). j5iMW(S 
CF)<o^«Tt?, PCLPllt^«*F^K^S&k^«i-^> Cl D t'iB®«^Jfeo 

[14] CD Cl!to*ftlcJ:^WHfci*Wtt^ttifcWA»WW. 
(b)PttPl»tt«Ii&*W+*fc*^* 

ci 6] ■gKmmK(c)m%MJfo*&tt ci 5] k 
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Cl 7) HK#tnfl9^(d)**3(lMBJ6*lB«:«, CD45, *J:tra>34*fe*S»*e>»3R3 
(1) CD Kffi«cO:frftfcJ:oT#&ftfc^^ 

z mm?* zti& Jim JA ,^ J , ro-,-. 

C2 2) nmov^;v«TL-cv^c<h#lc, MSffeoHiS^ffl^ffi*^* £2 D 

V~ ^ciliJc (ft ~Jd fi s o 

(1) (2 1) CB*o*ftK*^v»t, iMfclWlojliLVJf&flHtoPffif^ffl***^*^ 

C2 5) C24) t-gB*0^fe^J:orai^§*tfc«l«*^^fcbT^-t-S. JflL* 

a) CD nI^«o^^io-c#'bttfcJflLWi :^ 3&ltriEm^ 

b) a) <Dfflm *tgm-f hfzt> <Digi& 

i^*ii!:*-^v»-c^K-r zzttfx-zz, m&&&<D?cupim&mmt. in vitro 

ffiSE# 2004-3110541 



#JM 200 3 - 406527 



^-v: 4/ 



W*«#tt, iWKHtHo *#ktt. ^I^^SiS^iSSSS 

^Ulf, *H??i:^v»-C, fcK 7-^, *-**\ **v>l±-7MJ 

[00161 

«MP**t*ilUllL»«llS(hMat<SK>ietic stem cell) tt. ^!21*JL 



o 

# itSfc^ (09 *- tfMac-l/Gr- 1 



y V > <Sfc* ( W *- {4B220/Thy- 1 

Wi- k t*Bi-**J»ff««tt5iJMMBIft (Lo°g Term Repopulating-Hematopoietic 
Stem Cell :LTR-HSC) T^^WSo toiHTH^SOlSfflkU, ^ 

miiE# 2004-3110541 



2003-406527 *- s J : 5/ 



(NOD/SCID mice) *«v»*£k*«trft *. NOD/SCID"* * * 
SCID repopulating cells (SRC) 7y*^*Wi. * 
. £<0*$4*]fiL**BI6*, #KlJ*«WIIIStt«ifiL»«» (LTR-HSC) J tf% 

i tz*kwVi$WZfo.mft&mmMJfo£te^ tffli»iTt>#ftfK (polygonal) 
L) £##<*>3&m * T -b ^ MbLDLOlfc 19 "CUST? § 4 * V>£*Bfl& » * 
& £ /• £ «bK0f L < i±> VEGF (Vascular Endothelial Growth Factor) £ 

osumt^i.zohmnmmt^m^n^^&mm^t^mm'^'c^ cd34. cd3i> &x 

tfVECadherin* t'cOrt^l)|CMLtv^I)iaWIi1iO|I«^^ ^ * 

r s^ffiKii, (bd) ^»39-y>^>i/*fflv»/s=i^OT**Tr*H3e 

« ic»-r ^wttetot, papism c«4*#tiit * t * J - J* 

•r*ifc**-e^ao «te*fc^fctt^Lfc»lJI&** macs (£§-lb^) * fc'oIHtf 

( 1 

^ v »-e^jt$^pcLPii»ttaBJia»ix 3tjiiL»aai&**v>»±jflL«F«3&«rK«Bife*»«i"* 

££^£&&#T-CJ&#£*t&° #$&IKfc:j3tt&Jg«i:«:> in vitro. *iv»ttex viv 
o r is It a *** * #1*1- ^ o fcaifvW ORAGttft** 6 * *l*:PCLP1M^M 

ii:#&»j-C**(W0 01/34797)o *»f!#e>«^ W^ib^t^tL^PCLPl^M^ra 

RCB1124) ^tifc^-Cl*. ^**WH«M*HESS-5li^fc 
MK^JfiL^ttL ^ NOD/SCID mice repopulating cells (SRC) ©mtaK^ffl-?** £ 
ri*^£*LTV>&(Ando K.. et al. Exp. Hematol 28:690-699, 2000) o 
[0 0 2 2] 
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35 £ *LT v>* (Cancer Res. 1996 Jun 1 ; 56 (11) : 2566-72. Engineered stromal layers an 
d continuous flow culture enhance multidrug resistance gene transfer in hematopo 
ietic progenitors.Bertolini F, Battaglia M. Corsini C, Lazzari L, Soligo D Zibe 
raC Thalmeier K.)o UW^riftt^lIU iWOHM&tt 

T3PJffl-t-4ifc4«#*^^*(Int J Oncol. 2003 Oct ; 23 (4) : 925-32. Immortal izati 
on of bone marrow-derived human mesenchymal stem cells by removable simian virus 

40T antigen gene: analysis of the ability to support expansion of cord blood he 
matopoietic progenitor eel ls.Nishioka K, Fujimori Y, Hashimoto-Tamaoki T, Kai S, 

Qiu H, Kobayashi N, Tanaka N, Westerman KA, Leboulch P, Hara H. )o 
[0 0 2 3] 

jt, h tifc v>»£-fc «\ v»-f *t*«5«BJft«:3WJft*liffit« * o T!&g!J-r £ i **-e t * o 

^- > 3 .2, ^ "f - >M(oncostatin M;0SM) 
S^jWH&H^Cstem cell factor ;SCF) 
Flk2/Flt3'J K (Flk2/Flt3 ligand;FL) 
}- n >5}?jK^n-f->'(thrombopoietin;TP0) 

Wnt 

x'J J^n > (erythropoietin;EP0) 

^f>-^ — D^>- 3 ( inter leukin-3;IL-3) 

— n^f 6 (interleukin-6;IL-6) 
^y^-n^f^V-? (interleukin-6;IL-7) 

— a^^r> — 1 1 ( inter leukin-ll;IL-ll) 

pjlg-l^ >^ — n -i 6 ^:^#(soluble interleukin-6 receptor; sIL-6R) 

6JfiL*fiJ*Mfllia?-( leukemia inhibitory factor ;LIF) 

fl^^^ n^i— $iJ^cS^-(granulocyte-colony stimulating factor;G-CSF) 
jfflJ&SSfcE^-l (stroma cell derived factor-l;SDF-l) 

(granulocyte macrophage colony stimulating factor ;GM-CSF) 
v ^n77->*3 n ——jjiiJ^S ^(macrophage colony stimulating factor ;M-CSF) 

[0 0 2 6] 

* igjflLM^*SvM±rialrrt&m»^^^*S&it^^B^^#«T^PCLPl^'tt 
aft***-*-*********.*. TOWW?»ii:i<, 

ffiSE# 2004-3110541 
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[0 0 2 7] 

*»3B»-e»a 3 * & - 1 £ * ^ T » & ^* * o -c Av> 

o 

[0 0 2 8] 

i i: £H,m L/^o papiK«ho«aiii*®w*«.*'fr* > *' r *»"*"* ^ fc**-c& sms » h 

PCLPlUM^^M^li t > * Ol^l «t o -CHIte*- S - ^T? £ £ *Bfl&<*> W# «lt 
[0 0 2 9] 

PCLPl CD45 c-Kit ^S&ffiJ&SMM 



+ 
+ 
+ 
+ 

[0 0 3 0] 



PCLPl fc Ofc*-fr*>* Ltffl v>S - ©iis w ^ ^ pcl 

^JiBO^t,**3WBBftlHtt«fcbTtt, v**TER-119, li V^'J 37 * U >A(glyoo 
phorin A), J: *• 

" **fclE$HM****L*o 4^ PCLPl^«#{i#^^li«^^*^< T!i >> 
#i^lBW'ffi^6*3^ii1 1 S^^^^^* ;|> ° fc 1®#0#»^8t£*^PCLP 

o cD34^«ti> ^^«^® l ^°ii te 5i.S5^I^5S 

*L itlfll^«*itil'li-'2>^^M^^ v ' T ^( Ueda T et aL ' J Clin Invest - 105: 
1013-1021, 2000)o CD34»^BP*»t*POPl»1^fiWff*«^*ff*f"*"*^^ ^ T 

[0 0 3 3] ra ^ v , mD ^ . 

0%* s PCLPl*^t-Cv^^t76 ? |§<b^^$tLTV^(WO 01/34797)o 1^ *$£W%b 
tt, |&&K#o-CCD34l!1&fflJ!&£<fc 0«PC[Pll»tt«lfi©#ft«^* t ^® * 5 

ffifE# 2004-3110541 
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L- ( 19 1 5 ) o 

rvaSKDf&LK i o ^ikt^Uwi, i tUfPCLPlRUM 

ittPOPllW*«aJ:03l6dMb-C**k#iLfe*i.*. PCLP1«T% ^CD34 

_~ i .« .j>jn rt L » v Jj» 1ST 4+tJ I *w -1 _ I (i I jJH H-f 1 ff~\ Tea 



[0 0 3 4] 

^^cD34+/c-Kit+/pcLPi-^M*a«, #fi<7)^g^aato*^*m^i3^-c. jt 
«»#.<jiii3«Ji«*<6*. iija^^T-rsi^^n^^o -is. cD34+/c-Kit+/pcLPi 

KSfcOTWRSttfc (Ull 9) o S ^#<7)1i^(CD34+/c-Kit+/PCLPl+)4:IBlK«Bflafc 

klwJ:or**^#e»*t*JllL3iMIIJfttt^ CD34+/c-Kit+/PCLPl--C*& (13 2 
0) o dtLfcOifc*^ IfflJjaOT^M-e^^PCLPl^T-li. 3tJflL»«Bfi**tr«UISl*ffl 
^fc£CD34Vc-Kit+M*H*0 J: ^ *3Mb43Wl&*ffl*«-B+* it^t^»WJ 

mmn&Mmmm*&&ir & o ^JflL^«^b^v^±JfiL i tp^l&l^rlEm^i^ 
mm t-t z a* a,<d x&mn m m^mm 1- & z t izw-r z „ 

K^tLfcBWfci- S«IJ!&»±lHlJR$tL, !&RK:JdC-C«5», *ftv>tt«ltft ifO&S 

[0 0 3 7] 

Marrow Transplantation;BMT)t±. e]fiL£. S^M-fMlU $fc3cttft«ft»*tt£fc * 
liao?&*«>fc*^ iiHtl0 5 ~10 6 cellsAg, ££x{£5xl0 5 cellsAg*l-£<^lW*ffl 
[0 0 3 8] 

>t*t«^KJES* (gvhd) =?vjKteftmmmme>&^ m'&M=?mfcim$L®n<o&5-%.v 

*«. aeopopiBfttt^]!&^e>i»e>^aBii&*»*-r**^^» 1 - GVHD _ 

tfJliE# 2004-3110541 
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K«l SS?*"2SlWU: LT*****. 

S&E K g it ftPOPil»tt3Wl»©fl-ltffil«K k -T & - k § * o 

3- y -3 7s * f- >M(oncostatin M;0SM) ^ 

MLafettiWt^lHIfeliJiH^ (basic fibroblast growth factor ;bFGFK 
iMffllEB^Cstem cell factor ;SCF) .MBi,**^* 

i £ U M li , ft««ft*«ft K Stn * ** o **** J; « ^ ^ J** 

ovarii, **ttto*.T, BIIWH^^^ 1 *' 

^ i k t * & o 

mcw-*-*- _ ^ vrIf 

ffi|iE# 2004-3110541 
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(b)PCLPl»tt«IJ&«:*#i"**:*^ J ** , „ . , 

* <D fft SI & ^ tr ^ ^ & o 

h ilfx.li o 

[0 0 4 7] 

JgifekLT, yikx.(f> Minimum EssentialMedium (MEMK Basal Medium, Eagle (BME) 
Eagle' s'Minimum Essential Medium (EMEM) -. Dulbecco's Modified Eagle's Medium 
(DUE). **v»tiBPMI-1640 Medium (RPMI1640) ffc^-f- £&X% ^^5**r 

^ £ ^£ ^ t= > BD 7 r ;v ^ V ft^fr h $ flX 7 7 X ^ ? * •/ 1/ - h . 

**** > (ny>*) ^ojpjffl^io-c. «tto«5c***tt*»*fci-"c- anna©* 

[0 0 4 9] 
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«t5-#& * ^ k * <9 ^tt-r * ^ & *ttf*taa 4 * at*-*" & - 1 § 

-?> o 

[0 0 5 4] . . „ 

b) a) ©Jfflll& _ „ ^ 

fc-tiit^ii, abav^i^teicjfe^fc, pcLPi»ttaajfe*fl-«it^ fiiSrftit* 
1 1 

fcfcJfE# 2004-3110541 
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*m : 

jSMU. 5 B C57BL/6-7 ? * 

tA'J >BM8«ift (PBS) 

Liver perfusion medium (GIBCO BRL) 
Col lagenase/Dyspase solution (GIBCO BRL) 

50//g/miy>*^ -> >/15%* S'l&jejfiLfl* (FBS) /DMEM (GIBCO BRL) 
296FBS/PBS 

0P9 eel 1 1 ine (S^^f^M^M t'JV-^t^- RCB1124) 
#b"V XCDlG/32^ J 9 n - ;vi5vfc (Pharmingen) 
e ^-f-yfbfiL^^^PCLPl^y * n-^/Hfrffc (MBL) 
PE^ltSt^ * CD45^ J 9 a - •** ^JrG# (Pharmingen) 
PEBHMft^ * J*TER-119* y * n - -f (Pharmingen) 
7-AAD (Pharmingen) 
OncostatinM (OSM) 

basic fibroblast growth factor (bFGF) 
stem cell factor (SCF) 

2^7 7*;VA7^fli K/PBS 

^^jm* (si^m) 

Block Ace 

MethoCult (StemCell Technologies) 
10 0 5 6 ] 

fi 1 — JUL (6-12JBE) £>fcr>12mlOLiver perfusion mediumKfi& Ltz a ftTO*fttt^W 

*«ffl^^5Tj!&jBIH 1 K*«l*'<a^ flStf-Jftfl* (6-12E) *^«912mlOCollagenas 
e/Dyspase solution^ L*. CO* \>^-f 7 ^5?^^,^^ 

k*#3tttt*»-Lfco at^ffl^a-^tw^t. ^S<^50^g/ml y V * "7 -f > ^/15%FBS/D 
MEM*inx.Trl^L. SOOrpB-e^lO^Mflt^L^o -t**ifcS*. MU*^?7t- 
(0 1 M NH4CI/I6. 5mM Tris) *fl&#-Jfc# (6-12K) **: «J 15ml »#C2~3K 
bT^yx-f >^L-C«BJS*«CLT*±K:9^lll»1tU ^JfiL^^o ^*W50^g/ml ^ 
>*v^v^ /15% FBS/DMEM£^inU 800rpm-C4'ClW3'H»'fcLfco BttLfcffllftfclOm 
l^>50£/g/ml y>*v>f->>/15% FBS/DMEMK^flU 70 piO-fe^ M^-t-tlL 

[0 0 5 71 

k-7**CD16/32^y * a--^;vtn[;#^50^g/ml -> >/15«FBS/DMEMT'1004§ 

«RU ,Mlxi0 7 m*^i91mlinxr?I#L, :>Jc_tfc:i5#WifeSU FcR blockfttS* 
cfctcto-ctfL^^^^^^PflitL/co 3*o?-i-7fc-£*i-r*U3J:*l 

V^-f h n-;vis i ^^jEffl-^V^Vi: L/io &£ffi#{iv>-f*L& lOOte^ 

1 ;£g : e^-^ >"fkv y h IgG2ai3 i l^PEWv 7 h IgG2a 

2#g : tf^-^>'fbeL-7^^CD45 0 e>'^n--?-;v^L#:i3J:O ! PE^m7y MgG2a 

ffiSE# 2004-3110541 



mm. 2003-406527 



^ - v : 13/ 



• fcf^Wt?? MgG2ai5J:y f PE^il^^^CD45*y *n-^;i/#C# 
* a - ^ i OTEiMv * *TER-119^ J 9 n **T.*«U00«»«k 

I 0 0 5 8 ] 

2%FBS/PBST^ L fc . 2%FBS/PBST~50i£« U^^^ ^ v > -APC K T -f V £4 £ 

SL/Co Wt/c2%FBS/PBST-^L/Co IX 10 6 «&* »> 5/z lO 7 -AAj>fc#* ** 
£5$3-W8cttLfco 2%FBS/PBSfc L< ttPBSK5X10 6 -lX10VmHCft& i^^U 

10 0 5 9] 

#M 9 ^ _ * _ ©jggis J: ^jfeffijE*ff o *:„ T^vM^vfn- ^O^Sftftk 
Jtt »TW»iat^->**^ 10// g/ml 0SM, l//g/ml bFGF, 100// g/ml SCF 

PCLPl^!^14^oCD45, TER-119I^14^ biiH^ 
PCLPl4«495fl|»ti*»oCa)45,TER-119IIB&tt*v>Llilr^ 

PCLPH^1£^CD45,TER-ll93£lt1£ 

5H* L fcflft * WtWWf UteUy-bWHCWEA<»W ^ v * * * * ? * 
[0 0 6 0] 

lo-t y * r 4 * * * v ^*e * * ;v ■/ v - > kop9 wsw * 70- 90% a > -7 * ^ ✓ h 

SflEfcft * 4 -C50/£ g/ml r/^"> V/15XFBS/DMEMTiW Ufco -*U~V- h LfcUB 
Ija^e-r&igm^***^ (10// g/ml 0SM. l//g/ml bFGF, 100// g/ml SCF 

) l0O4«5Kf«U. PCLPl3l»tt*»oCD45.TER-119l»ttftv>LSBitt*lItt. 6*.x 
^V-KOl *)W%frbmm®Mm. PCLPlf *KHH£*oCD45.'reR-119 

HHMtftV^ LRfttt^WiJ J: U f PCLPm'l4^oCD45,TER-119^1rttM^^tL^^ 1 ^£ 

[0 0 6 1 ] 

5 :a n — — Tv't'f . 
y- h L*r«£l000«/ml C^ii^ MethoCul t [Z » L . -T *UC50// g/mlKft £ 

±o^y*^~>y*anx.-cm<£-L*:o 1ml &ltf?£ J: tf' 18GOffi*f§t 5rfflv^T6^^;V^ 
JiPBSfclmlittLTiSiK COz^f C371C, C0tfl-ffi5*O*ftTt?*«Ufc. 

[0 0 6 2] 

aP9#**B*fi* * B ft, +«©#aM»« f A C fc«0P9O«^ fctt* L ft * & 
[0 0 6 3] 

tbiE# 2004-31 10541 
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K/FBS-ClM&fcBJfeLfcfk 5%**JflLit/BlockAce («&%*]) «nn y 9 (A MM 



[0 0 6 4] 



14 50|frfPffFH*»t*PCLPl^»51»*^ »KMK5ft»tt (ftlX) > (^40%) 
, »Att (#W0%) JsJtfBrtx (»15%) ©4*fflfc#»tfe**£fc^W 
1) POPlPPitt*BB*J:O t Rfctt*ffl (MA) l*CD45,TER-ll93i!tB§1£> PCLPl*^Sfe 
Vim® (MB) ttOM5.TER-119H»tefcv*L»te. PCLP13^«*H (MO i±CD45, 
TER-119BEtt 3 S:V»tS5»1±'C*ofe (0.1) . 
[0 0 6 5] 

WHoaP9*it**tt*l&W*«^«*^* ^ PCLPlBrtt*»oCD45,TER-1193ft»teaB 
Jftt*v»fc^ €>2-3Bt?0P9raK«l8&OT^ 4 C*)i^H<^.x. 
S«fcH««*^**iD8& (Cobble stone area forming cells : CAFC) ^ J J 

ii(:a<*^WiW s 4C^«?^fc (H2a) oPOPlf«»tt*' 
OCD45 TER-119PHMt«:V»L»tt«Ilft«:*v^^*^-Ctt, KmifcttWRfrSv**** 
;ufcrak^CAFC^H^$tL/c^ fi< ft* #aMW&»i& (Hi 2 b) 0 

PCLPlV^KM^oCD45, TER-119H v> LR§tt*ffi« S * x *T?»±* ««S 

4&»7 0*fel 0B«^t?CAFC(OSHK:fi<****«B&* ,J i*L*6** : (E1 2 d) °i C 
lPl^14^oCD45,TER-ll9?i^1x^^O^*^i3V>Tm^$^^«^^^lOB 

J2>ii:7& s "TtgT^o^ (02-2 g) o 
[0 0 6 7] 

PCLPl3^H14^oCD45,TER-ll9l^tt^v> LfSlirMJfe* * V*fc* x;Vt?li^ 

3&J£3*U j£ft-r*oa*mfl$*L*: (02-2 h-j) o 
[0 0 6 8] 

3. ^fCiotti:^^ _ ^^r*. 

papi$£M:M£0P9*i&«-r* i ciot4DfcrtS»3D--c^ 5 

&«ttWI^^*«fe^o/: 0 CD34, CD31* J: IWE-Cad 

herin-CJ±, T>f V * 4 rt^ > h n-/l/fcfl;LT9ill**rfe* , Ji (0 3) « 

[0 0 6 9] 

<n$m*m%r^tzhz?>, Ut?100%^SlfD.»^Mtn:^^^)*CD45^^Lr^i9. 5 
feitJfiL^ • Hrraifc*Wffi«"?**a>34, c-KiU Sca-U CD31 KISS 

tz (0 4) o 
[0 0 7 0] 

5 aoi-Ty't^l . 
3D --7 yHr>f »±»abfcjffl]!&10000ffl*^0W3a--^ja8k«:Colony Forming Un 

it«3U)fcl*T*3§*U CFU-Ct±nn--^jSm^ CFU-OffcK*0<fe«>7JV7 r-<* h*» 

mSE# 2004-3110541 
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*10000Mfc»CFlMtt7<k ffFM^-CJi«am000(Mi*>^0CFU-C=63.3-eJo^ (0 5a 
) if- PCLPmi4^oCD45,TER-119^l^^® (*IA) <0 3n;-W«> Ml 
0000«>^CFU-G=4.3, CFU-M=4.7, CFU-GM=14.7. CFU-Meg=0.7, CFU-EM=18.3, CFU-Mix 
=3.0, CFU-C=45. o 7t (H 5 b) o 
[0 0 7 1] 

0P9&*S« t* * o X$L D #5&£ii» £ m ^ X 3 n - - T ? * >f * o * PCLP1 «T> 

K»tt*oCD45. TER-119WW** v* L Btt^V = * - ? C !"± 

1276 7 PCLPmi4^oCD45,TER-n9^^M**<^#^lffl^O'e-tLJiCFU-C=543.3-e* 

»K v>V*i.*0P9*^1»^*^^*U^ 3n -"-** aoJt ** B * 3fc (lll5c) ° 
[0 0 7 2] 

QP9£Jg«r JoT&CfcrtJfe*^ n--OftUE»'fe«>tt*^ F«3Jfe«BIJI&^M5tJR"^** c 
D34, YE-Cadherin*»5iLTV^o ^ r fc ^ ^^Sh 

[0 0 7 3] 

PCLPl^^oCD45,TER-119^I^M^®{i. Wo fc*tttt*]llL3**«tt^^* 
V»TJllUWI**ll*&1-* * 9 * PCLPmi±^oCD45 ( TER-119?^«^ 

SiWmttttv^. **:, POPllWt*oCD45.TBR-119!l»tt«iSl*W**tJP 
CLPl*^K»tt*»oCD45.'IER-1193SKttftV> LHrttfl-*OR*H*V>-C, QP9***«r* 

L/c C i: > 0P9*^*l' i o Xfo&frft • itm^Si < *Lfc o 

©rt&«ift*lHttJCC**CD34, CD31. Flk-lttwf fet *te*v> L8»ttT*ofc. L 

■&t?fflmm®X$>2>tmx.t>tl2>o £0£<ht±> gtPCLPlgu^^fflV^it^io-C^ B£_ 



o 



[0 0 7 6] 

C57BL/6fr£ff ^ * * 

ffifE# 2004-3110541 
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PBS 

Co 1 1 agenase/Dyspase solution (GIBCO BRL) 

50// g/ml y y 9 is >/15%FBS/DMEM (GIBCO BRL) 

2%FBF/PBS. 0P9 cell line 

f7 * CD16/32* J 7 n - -f (Pharmingen) 

\£ * ^ y iVfc? t> 7s PCLPl * J 7 n - -f ;v#G# (MBL) 

APCBIWSl-*' 9 * c-Ki t-=e /^n-t ^trQ# (Pharmingen) 
FITC^ISitfL'7 *CD34 :: e / * n - -f- ^ffi-fc (Pharmingen) 
7. YV-fYT fcfv^-APC (Molecular Probes) 
7-AAD (Pharmingen), OncostatinM (OSM) 
basic fibroblast growth factor (bFGF) 
stem cell factor (SCF) 

MethoCult (Stem cell Technologies) 
[0 0 7 8] 

: 

if^^^^i^M^^^'B'®^^* 1 '^" *HUL<li#**II&ffHBl (6-12K) 
*^«512mlOCollagenase/Dyspase solutionis, J**^** fcJB^T^Lfc^ 
C02^>^^-^-^-^^37 < C10^^> d r^^-M-^ IfWaL^o 10ml^*7 

//g/ml yV'^v-f vV/15%FBS/DMEM*inxT?S^L, 800rpnfe4r 10^)t'l> L£o ±Vl 
50// g/ml y>*v^>/15%FBS/DMEMKM^U ^**>f Y*-7~*m^ 

[0 0 7 9] 

2 CD16/32*; * n - ^-JU«#:*50/. g/ml v ^/15%FBS/DMEM"C100^ 

*5fcU S^flim^L<i±#fl»lX10 6 m*./cl90.1mltrax.T?l^L> *JiK.15fcra 

ifcg U FcR blockM* * tklCio T**©#**»4***Bf Li! izJ*PTjL 

1*B -FITC**?? MgG2a. PE««9 y MgG2a*3 J: W * * * ✓ ft 7 * MsG2a 
2#i : FITCBWkSt^f ^0045^^ PE««7 y MgG2a*5 J: * ^ 

y^hy v h IgG2a 

>"f 7 y b IgG2a 

4*i iFITCSWtSb?? MgG2a, PE«tt? ? HgG2a* <t C £ * ^ > fttt^ * * CD45* 

J 7 U - ± frfcfe 

n ? ©Sfflftfc If **■ Vftfit^ * ^PCLPl^e J 9 n - •J-JHfcfls, APCHI«v * *c-KU-t 
y ^ □ _ ^ ;v#t#i3 «t yTITC^ifeJfC^ * X CD34- ; 6 y ? n - ± £ * *L^*LlOO«f*^ 

^7KJ^L^2%FBS/PBSt??5fe^L^o 2XFBS/PBS-C50«ftf*Lfc* h I'^b 7 If S^-APCfcT 

r30^MftSbfeo 7K^L3t2%FBS/PBS-et5fe^L^o 1X10 6 «&^ 5,* 1<^ 7 -AADKjr 
J^L, MK5#WifeSL.fco 2%FBS/PBS^L<f±PBSH2X10 6 - 5X10 6 /mH'^*i-?W 

[0 0 8 1] 
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- J -) * - J: tf«#»3E**ro fc. * > 7^ *POP^i**S**fc 

CD34. c-Kit^^^fe^i3V>T^fflflaM^fc^P«5^^^ 
-VKfeLfc. V->Lfc*MMi50/.g/W y>^^^v-^/15%FBS/DMEM^AtL/^- 

4 S^M»x^ F ^0P9F^«^70-90%. >^ F 
aftKft**-C50/«B^l r*9<*4 v>/15%FBS/DMEMT?^Lt:^#, £ £ 

^llit^ tn*>f> (lO^g/ml OSM l^g/ml bFGF 10 ^^ C 0^J% 

[0 0 8 3] 



[0 0 8 4] 

popia»tt*m-ctt. **ioh 




v& s |l^$tL^(® 8a,b)o 
[0 0 8 5] 

m5(Cobble stone) p»fia»^L Jgg 
8 c f *i>« " i«oTJIl««»**feLifcltfc(H8 d). 0P9*J#*13BS 

*JS*TB«aK-C**c-Kit, CD31******«a»LTv*fc (1119) . 
[0 0 8 7] 

<IB*fc»CFU-G=2.2. CFU-M=75.6. CFU-GM=5.6, CFU-E=33.3. CFU-Mix=l. 1*3 i ^CFU-C^l 
7.8^tt^it™tfc (HI 0) o PCLPl+«ltt*0P9***13BS^0P9*W 

miiE# 2004-3110541 
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000**fc9CFU-G-1006.7, CFU-M=360.0. CFU-GM=253. 3, CFU-E=206.7. CFU-Mix=40. Oh 
it>XFU-C=1866.7-e^o^ (ilO) 0 
[0 0 8 8] 

i#ft*K:*5V>-C fcPCLPlSH WH«lSt^^^«t, 0P9**«C J: o Jj&ff- 

W*«i«)««a«K*J*:oTjM|tt&C«ltfc£ £©l»jftOPaPl»tt*Wtt 
[0 0 9 0] 

t (BMMC)fi, CambrexttCB 

* 10%FBS(MBUt) is i WK)/, g/ml v x * * ^ -f v > (GIBCOtt) X 0 *>F12HAMJ£ifc (SIGMA) "C 

K hPCLPlcDNAti KHtt9^9y-i<l^-->/U ^B^* i 
*pcDNA3. 1^* * - (Invitrogentt) *JHv>Ttt*«l»»S3 i§ Ut« 3 

i can-. A»api«»s*©*»»y a m*, 
293T, cHo*o«»«fc«i«*, tt *°^ ttoM ^J;a*i^^« 

SSSSk »j3>vrt>Ha*k Lt«t^> J: CE L I S A CJly* & 

nsIT** ><panVeratt)**v*TM3*AU 700/, g/ml G418(GIBC0tt) A ^10%FBS- 

[0 0 9 2] 

fl5fflPCIPl«iWia*18B* 10%FBS-F12HAM^ 1 LT-*IW* U PBST~ 4X-tA< 
tfLfcftfc. WGA-Sepharose* v A (7v->^ tt ) *Jflv*T»«L*:. * * 

hPCLPl*200mM MT*^^=»*5 >X9©PBSt?»BlU TtWil^*?* 

ffifiE# 2004-31 10541 
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rift* HfJ3>^tn* lMNaCl <D\ o fcPBS-CtSlB U »B8iifc7^ ✓ a • ✓ * 
nSt'J yM««(ph7.4)-C5flf*»lL)tfltl^ Co ^ 7 l a ~^^;Cur^iS 

13) o * 5 A ©¥f <fc^ i «PBS=S-ffl v^; 0 

Sl^SKT r W^PVDFIIIU »; #7tt)«*»«fi««>***tro *« » f**** 

S m^PBS-C+^r^^L, SuperSignal»fe*K(PIERCBtt)-Cftfe«*. v^-**X 
[0 0 9 4] 

Balb/cV**r^=> ^ " b7^> > > * ^±)100^ 1 |ffiltLTfc|> 

T5-**«u astt^^'j K -^** ftL ^\C-T VJ7Ji5n?S 

[0 0 9 5] 

%n-*>f h * h ,j_^i^;vv-^-*^^^rfflv^^y ^n-^;uK#«± ; 

CD45-PE. CD45-FITC, CD117-PE, CD34-PE. 1 f^^f^^ 

t^*T+2^W^«*fc- ********* 2= r5%FBS-PBSr5xl0^fl&/mir 
[0 0 9 6] 

Zmmz^m u* 0 ise****** & <t ow* ^^S^f^yJ? 

t!5C^?|gU (HI 3) o 

tfiIE#2 004-3110541 



#M2 0 0 3 - 4 0 6 5 2 7 : 20/ 

[0 0 9 7] 

2 t bPCLPlfcBflW-*^ ? u - ± frtiiWitm 

K hpclpi* ;**-t u \£**>immtoi**z*ft*J£o #e,*t 

kMiSL*: (014) o 
[0 0 9 8] 

3 tfTV: hPCLPl^EV ^ n — f-^vSu^oRiStt^wS . N 
*cfc#H&*i:ftofc (Hi 5) o tt^^^**^^ b ^*^**^.JJS 

[0 0 9 9] 

§m0SL*>## tt MLfMBtt (CD34) <B*H tt* Mft o T v> ft v* £ tffl * * ft o 
[0 10 0] 

Uli^H : CD34+c-Kit+*atPCLPl^^#^»*f 

*m : 

C57BL/6-7 ? * 
PBS 

Co 1 1 agenase/Dyspase solution (GIBC0 BRL) 
50^g/ml yy^^^fy >/15%FBS/DMEM (GIBC0 BRL) 
2%FBF/PBS^ 0P9 cell line 

tfb-v V *CD16/32^ ;^n-t ^ttfr (Pharmingen) 
\£Hrf-y iVfc'? *7 *PCLP1 ^^^a-t (MBL) 
APC*I«^ •> * c-Ki J * n - T (Pharmingen) 

•> * CD34^ / ? n - ;V#C# (Pharmingen) 
X h 1/7^ h T tf v >-APC (Molecular Probes) 
7-AAD (Pharmingen) 

OncostatinM (0SM). basic fibroblast growth factor (bFGF; 
stem cell factor (SCF) 

MethoCult (Stem cell Technologies) 
[0 10 1] 

: 

T»*U 1200rpm"C4lC10*Wa*Lfc o ±»**** 50^g/ml 0*/ * v ^/15%FBS 
[0 10 2] 

2 > 

tBSE# 2004-3110541 
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tt^**CD16/32*y * n-^ifrfWO^g/ml -»/15%FBS/DMEMt?10(H& 

WU tWixi^lMfcHi-l^WU *^? M ^i^^ 
*lxi*«**»ir»*U ***** ftTjWttjt f^J.L'^^ 

:FITCW*9* MgG2a, FE«tt? * b I«G2a* J: tf* * * > 
2*@ :FITC^Ittfcv^^CD45*^^D-^;^#, PEW*?* MgG2a j= J: r> fc* f- 

3*g :FITCW*?* bIgG2a. PE^f&^^^CD45^y * n - J: * * * 

y ^ n — -f^WM- 

A ? i*ic **** >fl*^ * *™ y * n - * ^ APCJ* «I* j£ 

yH y 3 yfn-;W *#*jEfli* > * y fr^fc^ L- 2%FBS/ 

PBS-C**Lfc. 2%FBS/TBST-50^L** V h ^v>-APCtCT^ 

fttL / Co 2%FBS/PBS 6 L < tiPBS H2 X 10 6 - 5 X 10 6 /BlKftil-jtWU SE^ffi 
[0 10 4] 

3 7^vM^>bn-^J:0 , **«iEffl*>^*^-C, «B*3*M ("feA'V 

*"KPOPl©*aa«-e** U CD34H14^oc-Kit|^^^oPCLPl^ * 
*,i«> fcBttSLfco 50ag/ml YV9^4 v >/15%FBS/DMEM 5 r A*- 

[0 10 5] 

ejfrftji g/ml r/^-7>f -> ^/15%FBS/DMEM-C^ft < 0 - *-£ V - b L 

^Sllftiriia-t-afi:^^**^^ b5M> (lO^g/ml 0SM. l^g/ml bFGF. 100^ g/ml. 
SCF) * fSK »KW V-H:^« tLfcCDBilitt^orfi t***oFOPl 

JSiOWIWt^oo-Kitlltt^oPCtPllfc****. ****** 
75?***** 0 3000*ft-fo* ft&A,*. C0 2 >f * * - « -9 - "C37JC, C0.5HE51 M> 

£frFi?J«u **a*aa*feiw*K*oT**LW©»*K*^*JW**** 

«*-C«*bfco 
[0 10 6] 

i *»6*W»«©*!WWf. JilCani-T^t^KJ: *****«*«>*«<r 

mSE# 2004-3110541 
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[0 1 0 7] 



1 *«H*i5tt*PCLPl, c-Kit. CD340H5l^^-> _ _ . __„ 
#|llijs^*PCtP10»5ll4, 3ftKaiK»»tt , (*14%) . fife 

14 (8%) (&77X) 04*a^tfe*t&ifc*«M^^fc^/i - 2 

fc (HI 5) o 
[0 10 8] 

2 0P9*3I 'S^?SliSip«-emmi- * fc, * 7 H - 14 H «> H ttCDM 

«*Sc*0)WW»**i.fc (HI 7 a, b) o PCLPl|lttt«-CttM*#«.*JW«# 
£ C fc tz tb . *&#2>I a -C2JK « if**±» & L e 

(HI 7 c, d) o *« 15 2f 
*BJRLfefci*, PCLPl»14^B-et±x <ff9<0Tfc% Ct>£^*<&**Cobble stone 

[0 110] 

loiii] 

0P9*te*15B a <£ 0 ffiWBlft* WH«WB L > an^-T^'f fcfro 

**L^^m0000«l*fc^PClPl»1^Hft*#»ftttOT-^753.3, PCLPllfe 

tt^-Mi^^jifflflao-e-niiCFu-oisss.s-e^o/i (mi 9) » 

[0 112] 

J 6 , £ *l «b ttMUMfcK: * W * aHHMW** * WWC* * ***** ^ 

tt PCIJ>l^14^ll**«^^^^ 2 ^- ,l,b ^^ o/>:o itU ^ PCLPlHr^ll/i^^ 

ffiSE# 2004-31 10541 
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x t> fi5 o 

(WO 01/34797) . ♦HOUitlK, »©»#AQI*e>I&JMMU 
nfflM. tmi^Z *H {±CD34+PCLPl+tr & & itiii^-Ciio 

**a«tt»t ****** L-rti, 

CD34+c-Kit+PCLPl-tMiJtW^<ifiL^±im : S:^^> iM£^7T & 2 ^ 
^JfV^CitU, CD34 + c-Kit + PCLPl + <^«*ia{i«iim^^^-r* 

0»4tc-Kit + PaPl + «** w««*k - k « ^ c 

D34+c-Kit+PCLPl-^** - k*** 4-4"C*MMkfc fcCD34w-Kit+*Bfc 
^ffl^Wfe^^iCfc^&S^aBlfeO^-C**^^**^* (Ell 8) o 

*m : 

C57BL/6$r£tf^ f * 
PBS 

Collagenase/Dyspase solution (GIBC0 BRL) 
50ug/ml * v >f ~> >/15%FBS/DMEM (GIBC0 BRL) 

2%FBF/PBS 
0P9 cell line 

tiL-7^^CD16/32 ; e^^n-^ (Pharmingen) 
tf f- V ^PCLPl y * O - 1 fl'SMfc (MBL) 

APC^M^ 9 * c-Ki t-t y ^ o - )\s%nM- (Pharmingen) 
FUckWltfi-? V *CD34^ J V a - ± ;l/#C# (Pharmingen) 
7s Y \y~f h T try >-APC (Molecular Probes) 
7-AAD (Pharmingen) 
OncostatinM (0SM) 

basic fibroblast growth factor (bFGF) 
stem cell factor (SCF) 

MethoCult (Stem cell Technologies) 
[0 117] 

: 

KfrMrfrHK. (6-12K) &*r>9l2mlOCollagenase/Dyspase solution^ L.J^J^ - 

-^r»L «<D5(W«1 r/^>f ">y/15WBS^MfflM*i0x-ra*L, SOOrpmTM'C 
lOfl-S^Lfc. ±»*M. 50„g/ml yy^T^vW15%FBS/DMEMtcW^b, ^ 

ffiiE# 2004-3110541 
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[0 118] 

2 ^5*5cDl6/32*y 9 n-^;v#C#*50ug/ml v :V15%FBS/DMEMT-100« 

*U ««lX10 6 «^^'90.1ml*nx.T?^t. *±S15*W»JtU Jf* bl «** 

1*B IFITCW*?? MgG2a. PEW*?? b IgG2ai3 X X> * *■ Wfc 7 * • > I«G2a 
2$i; FITOHf&irC^ * X CD45* J * n - ^ ;W#u#> PEHIiifc 7^ IgG2ai3 J: t> is * 7- 



>it7 v bIgG2a . .^v. 



3 #B : FITC^f&-7 y b IgG2a^ 
s'fay y b IgG2a 

4*g iFITCWflMfi?* bIgG2a, PES*?* b IgG2a^3 X Z?\£*+ yftjfrv V 7XD45* 
J 9 o — ^~ /vf/Mfc 

5$ $ olli: tf * f - Wbtffc^ ^ *pclpi* ;9u—r ;w#c^ apc«#l-v * * c-ku^ 

y ^ n _ t ;v ^# is i OTITCIKIMft^ * CD34^ y * n - /l>St# & * tt-T fLlQmWR 



2%FBS/PBST^^L^o 2%FBS/PBST?50^« Lfc* b b T ev^-APCKT-f V * £7 
= ,V b n - xT «*«jEffl* 7**3 * ^ > ^ *^^«t, *+ KSOfrlMfc 
**Lfc2WBS^BSt?**tfc. ixia«»ft*fc «3 »5/i 1© 7 -AADK^U SS* 
I^^HltfLfco 2%FBS/PBS i> L < J±PBSK2X 10 6 -5X lOVmH* £ i ■? #W U MtJ- 

[0 12 0] 

$ t> KPCLPlOl&mSISE^MM U ^3^«*i:v- b<5^- b fcKJfeLfco 
CD34»tt5&»oc-Kit»tt3&»oPCLPl»14 
CD34»tt*»oc-Kit»143&»oPCLPl5l»tt^ & ^ *>* 

CD34»tt^oc-Kit»tt«!)«»*li*100%fc Ufcfc PCLPl I^ttffi^ffl^ 16%. PCLPl 

4^ *>^/u*PCIP10**MfcJIB»©***<FS peak) ««U T>f ^< 7 
n>bn-;^fM^t> *>^©PCLPl5llltt, *«»tt. »»ttisJ:tMt 

10>ug/ml 0SM, l^g/ml bFGF, 100^g/ml SCF^fl^ Lfz50 M g/ml ^^^f^ 
FBS/DMEM*XtL7t^^--/i'»*^b^ 0 > #ifcL£,M£#W#fU SSJ bTtr 

-^-tCTftiML^o 
[0121] 

10-b>^7*-f y v'J-*^^(i6^i^7 P V- btc0P9«©« i £r^70-90«3^7;VJ-^ b 
«flSfcfc*4-C50A*E/ml y>^T^'>>/15%FBS/DMEM^SIL^.o itt^V- > Ufc«B 
fl&tSa-rSltffir^****^ (lO^g/ml GSM, lA/g/ml bFGFx I00^g/ml SCF 
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SfcM. 2 0 0 3 -4 0 6 5 2 7 ^ v : 25/ 

CD34»tt*oc-KitBMt*oPCLPll»ttfl-lil (2600»ltt/**A') . ■ 
CD34|»tt*»-oc-KitHHt*»oPCLPl5S»ttfl-H (2600*M&/*^W * 
CD34l»tt*oc-Kit»tt*oPaPlBlrtt*li (2600*Bft/S 

[0 12 21 



mm®. (pclpi++ ; * 

+«KHM£ (PCLP1+ ; ft 30%) . 
Ptttt (PCLPllow ; ft 18%) <fc 

[0 12 3] 

2. 0P9ISIK«Bft „..,_„ . Qflniinn4BH**o 

c ^«4^oPCLPl^»T^i^^«M^^^Cfco PCLPHIWtt^WC©? 1 * 

fc (|2 0c-e) . L*L*#fe, «tM*6-*^C^ - *- * 25??^ 2 2 ? 
PCLP^tt^li(i^^ifll^^^^^<^^^^^ L ^ PCLPHttt^ifflti^^ 

fi -* M ^§MM^« k ^ ^*10 S § t?«HMF«>PaPiail»tt«i»«0P9*»«*»fe 
£ C fcrt Ifcfttt*© a n - - t »SM L fcrtlfcfttt*© =» * ^ - 4>*ft*A $ *tr 
v^O^SS^$tt^(ia2 0a,b) o 
[0 12 4] 

papiamaft * 6 & c * * © * »«» !: 5* 1 5 2*2 2^f^*« ^x^m^x 



«&4HH^**MtefflftM^£1"*£^ £ J: If* <• * LTPCLP15S1W 

g£ L iRtt * iSlfitfftfflftlilto ft JWIft * * tr £ fc S o 
[0125J 

*i**ftu ±**mo*»»*fc***»*+*- 

■cSlttU Jfc*o«i:*v»tlfi=FiXtiWlttirtv»£l:*&, *»M»iHlLft 

£B »* * ttftftiMtRIHt^H** *r««1- ^» o 
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[ 0 1 2 6 ] 

Srt&lWWBJSOin vitr»*«*li, 4t*4*mit* - k K J: 

ttoilfl»*#*3*lBfi- (A) , POPll»tt^oc-Kit»ttwlB»*AJft#»M* (B 
) , PGIJ»mi4^oCD45^^oTERll9l^1±Oli^^F < =I&1tliE^B& (C) £5E«LK: 

•C** IT c ett**t«T#t, POPllfctf*oCD45.1BR-119ai»ttJi* 0»A) kOP 
Q«BBSiw4fc**B84fe^<b, 40, 7 HJ3J:rM 0 B£»tM>**tt**^o b, d, f 
SS?W lS+«l»tt^CD45.m-119»llttftv^Iltt3IB* <** B) k0 

PQ«IH$iO:fcJ&*§§$&*&. 4 B, 70*5^^1 0 0litW«^^^to 

S ■ - 1] ■ " * l*/<*9l<l*« k 14. 50 v 9 ^|WMW»0*«225Sf 
5,TBR-119*ttfl:V»b59llttlBlS_(fl-llC) 0P93WI»O*J&«M*&** , 30, 50 

*|°4] H4I4 0 P9^#^J:^-C^C/cPCLPl^^S«^oCD45 > TER-ll9lJlir14 
^v^L^14^lii*^^«^^*lO0B^laI»l3lb, 7D-t>f h> HJ-ttK-J: 

[0 5] HI 5 14, WIMV'fcWo^ 30 -- 0 ^* 7 !^;;** 

y-fe-f t^fofett**^1-o ctt, 0P9ttk&#ffl**^«1-&- fc "^ T ^* 
Mfl^ffiv>t3n--77-fe'f ^rfi 1 o^^^:^7pi"o - ra * , 

[me] 116(4, ^^^i&jBa^i^^**t*PCLPio»a'^-^*^Bi^** 
°ims] msit, v^x«#fi*pcm^«kOP9«**^«t^m^i-^ 
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ml 0] HI 014, ^*X®frit&&*<OKU>imm®mm^tz3U--7v* 
i*fS?o bli, P^l»ttMl&fcaP9*fflJft****Lfc»**Dfc**»ll&*fflv. 

™ 12 f ■ I 2 li ? « L OT« 6 K3MMHUB AWIP1 J g^f^ 
*[H1 If H°l 3»±, ^Mi^»;LPCLPl^^ 

rni 7] mi 7 li N 0P9KMJ& k fr£#-7 S ^ttBSfcfflfc^*^^***^* 
+Sii**. a, ctt*iiek CD34»tt*Oo.Kitl»tt* oHmB*^*** 

*§B*&J&»fe. 1083340*15 Bi)§W*S*«:^to jH_ at i+t tI"* 

[HI 8] HI 8 14, a^lttt^oc-KitBtt^oPOPlBtt©*^^^^**** 

[HI 9] HI 9(4, <^|W^oc-Ki t Bit froPOP * fc «^>«*^ c ; Kl 
tBtt^oPCLPlBEttO^ff-v * 0P9tt£*i£* LfcttJMfc Lfc 

fttsm-e*io a, bt4^tLWPCLPl^l^14^®^>*^*^^^^° / , T c ; 
ttCD34»tt*oc-Kit»tt*oPC[JPl|»tt«-H, d {4CD34l©tt^oc-^^^oPCLPl 
BB1£3»B« e liCT34»tt*oc-Kit»tt^oPClPl»l»tt*«^«>«****^T«» 
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[HI] 



Negative 
15% 



Medium 
40% 





High 1% 



Dull 40% 



PCLP1 




PCLP1 



UJ 



1 

1 








• 

■t ; 


- 














PCLP1 



o 
a. 



• - i ^ V 

4 *\. 



TTT 




1. 'r ZgXZ 



in 

Q 
O 



c-kit 




PCLP1 



PCLP1 - 



PCLP1 + 



PCLP1 -CD45+ 
PCLP1+cKit- 
PCLP1+cKit+ 
PCLP1 +CD45-TER1 1 9- 



=ini 



ftLl$iIi# (negative) A 
#^3fc!i#(dull) A 
&lfi^*ffll!SiIi#(micldle) B 
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[H2-2] 
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[14] 





PCLP1 4% 



flk-1 0% 








TER-119 1% 




i i im n 
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CFU-C/10 4 cells 




Negative 



Dull 



Medium 



c) 




p 



2? 



p 



GM E Mix Total 



1500 




M GM 



Mix Total 



A: PCLP1 dull/negative 
B: PCLP1 medium 
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#M 2003-406 



[0 6] 

34 17 15 27 56 6 46 38 1 




PCLP1 
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[119] 



PCLP1 



in 






• 


CO 




uni 


• 


o 




o 


■ 
• 



CD31 




10° 10 1 10 2 1 0 3 10 4 
FL1-H 

Events % Gated 
10071 100.00 
339 3.37 



10°~10 1 10 2 10 3 10 4 
FL4-H 

Events % Gated 
10059 100.00 
8672 86.21 



10° 10 1 10 2 1G 3 10 4 
FL4-H 

Events % Gated 
10030 100.00 
9988 99.58 



CD45 




10° 10 1 10 2 10 3 10 4 
FL2-H 

Events % Gated 
10334 100.00 
10299 99.66 



B220 



flk-1 




10° 10 1 10 2 10 3 10 4 
FL4-H 

Events % Gated 
10071 100.00 
2095 20.80 



10° 10 1 10 2 1 0 3 1 0 4 
FL2-H 

Events % Gated 
10030 100.00 
46 0.46 



Mac-1 



CO 



o 
O 




TEFM19 



Gr-1 




10° 10 1 10 2 10 3 10 4 
FL2-H 

Events % Gated 
10071 100.00 
8279 82.21 



10° 10 1 10 2 10 3 10 4 
FL2-H 

Events % Gated 
10027 100.00 
14 0.14 



10° 10 1 10 2 10 3 10 4 
FL1-H 

Events % Gated 
10030 100.00 
1078 10.75 
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b) 



CFU-C/10000cells 



2000 



1500 



1000 



500 



0 



1866.7 









1006.7 f 






















. — . 253.3 206.7 

II — I I — I 400 







M GM 



Mix Total 
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1 11 



hPCLPl(Full) 




Myc 6xHis 




hPCLPl(ExtraCell) &&*SlU=i: 




Myc ProteinC 



I Mucin-like domain \ CyS 




Ampicillin 




SV40 ori 



Neomycin 



SV40 pA 



pUC ori 
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[Hi 1 2] 



200 



116- 
93 



p \° # 




66 



45 
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[m 1 3] 



0.18 
0.16 
0.14 
E0.12 
o 0.1 
§ 0.08 
O 0.06 
0.04 
0.02 
0 



Wash 



conA column chromatography 




1 



4 5 
Fraction Name 



8 



123456789 




1 4] 



£ t CHO-mock 



CHO+iPCLPl (clone 1 2Q 




CHO-Transfectant 
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[B 1 6] 



CD34-F I TC/PCLP1-B i ot i n-SA-PE/c-k i t-APC 



Live Gate 
73.4%. 



LL 



CD34+ cKit+ 
PCLPIr 58.2% 



o 




14.0% 



• -its:* 
••V . « 




5.7% 



• ■ . ■ # ■ 



15.4% 



TTTWH 



CD34 



I 



15.0% 



6.0% 
CD34+ cKit+ 





6.3% 



uUui) nnmij ri'm 



► CD34 



CD34+ cKit+ 
PCLP1+ 14.9% 



■ i 1 1 1 h i i| i 1 1 rnnj i 1 1 mm ' ' ) I UU 

* PCLP1 
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1. 100 (X100) 
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[118] 



B220 




FL4-H 

Events % Gated 
7341 100.00 
3370 45.91 



CD45 



in ~s 




FL1-H 



Events % Gated 
10114 100.00 
10025 99.12 




FL1-H 

Events % Gated 
7341 100.00 
607 8.27 



flk-1 




FL2-H 

Events % Gated 
8765 100.00 
155 1.77 



c-kit 




FL4-H 

Events % Gated 
4770 100.00 
3825 80.19 

PCLP1 



O-a 




FL1-H 

Events % Gated 
4770 100.00 
73 1.53 



o CD45 

in -a ■ — 




FL2-H 

Events % Gated 
9466 100.00 
9326 98.52 



J in Ml 




FL2-H 

Events % Gated 
7341 100.00 
6703 91.31 




Events % Gated 
8765 100.00 
8722 99.51 



Sca-1 




FL1-H 



Events % Gated 
9034 100.00 
57 0.63 



CD34 




FL2-H 

Events % Gated 
4770 100.00 
4691 98.34 




Events % Gated 
8586 100.00 
48 0.56 



Mac-1 




TER-1 1 9 



col 
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M3-X0306 
sp/&15^12J3 17 H 



#1^2003-406527 
899000024 

100102978 





m^gMESL^WT 3 1-33 
if ^m^mmi^ 3-26-20 

-BP 

»Ift±#f PiSSSjSWr^/hiS 4 0 7 -3 




8 3 6 4 - 2 tv>J±"9i"2 0 5f 
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50302078864 

H^L HSU 9 0 7 9 

^15^12^220 



899000024 



100102978 



yf^c Wife 



1-1 

0f 



< tf tT;v 6 
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m m A 



NfcSU** [899000024] 
1 W^L^R B 1 9 9 9 ^ 9J3 16B 

' ***** 5*»?ftfflK*ort-TiBtl* *^^fv/6 



2 . ^M^fl S 2 0 0 4^ 5^103 



miE#f mSE^F 2004-3110541 



^-v? : 2/E 



!&m 2003-406527 



m m a 



§. [390004097] 
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